For a fluorophore whose fluorescence is modeled as a single exponential decay the computed phasor, denoted here as Ph{}, is expressed as: 
, where fi, gi, and si denote each exponential term's fractional fluorescence and computed phasor coordinate along the universal phasor circle [1].
Experimental observations of fluorescence lifetime include contributions from the instrument response function (IRF), defined as the imaging system's detected pulse shape in response to an infinitesimally short impulse of light. Similar to nonlinear curve-fitting analysis, phasor analysis requires a calibration procedure to account for this.
The experimentally-detected time-resolved fluorescence decay, Iexp (t), can be expressed as
Where Ithe (t) describes the fluorophore's theoretical fluorescence decay and IRF(t) denotes the IRF.
Given these relationships:
Ph{Ithe(t)} can easily be related to Ph{Iexp(t)} through a procedure that accounts for the system's IRF:
The relationship can easily be formalized in matrix notation as:
With knowledge of girf and sirf, we can easily solve for the phasor coordinates of Ithe(t):
We utilized our measurements of NADH dissolved in saline as a reference standard to compute gthe and sthe.. Previously, we determined that using NADH solution for calculating IRF(t) worked better than other widely-utilized reference standards such as second harmonic generation measurements of collagen because it avoided wavelength-dependent variations in IRF(t). The IRF(t) was found to vary considerably with excitation wavelengths, as we observed by detecting faint reflections from a non-fluorescent reflective surface.
As described in our previous report, we computed the IRF using an iterative procedure. Nonlinear fits were repeatedly performed on experimental measurements of NADH solution, where each successive iteration utilized the IRF calculated in the previous iteration. From these iterative calculations, IRF(t), as well as amplitude and lifetime values for Ithe(t) for NADH solution, were chosen from the iteration that yielded the smallest fitting error [2] .
Measurements of NADH solution were collected in advance of each experiment reported here. For these phasor computations, Ithe(t) was taken as the amplitude and lifetime values averaged over all measurements of NADH solution in this study:
: ( ) = 0.91 − 0.401 + 0.09 Figure S1 . Phasor computations for a cuvette of NADH dissolved in saline as computed by commercial software (SPCIMage, Becker & Hickl GmbH), and our custom analysis routines
